[Abstract] A self-suppression mechanism of biofilm development in the cyanobacterium Synechococcus elongatus PCC 7942 was recently reported. These studies required quantification of biofilms formed by mutants impaired in the biofilm-inhibitory process. Here we describe in detail the use of chlorophyll measurements as a proxy for biomass accumulation in sessile and planktonic cells of biofilm-forming strains. These measurements allow quantification of the total biomass as estimated by chlorophyll level and representation of the extent of biofilm formation by depicting the relative fraction of chlorophyll in planktonic cells.
iii. Extraction of chlorophyll is carried out overnight in the refrigerator and chlorophyll is quantified based on absorbance as previously described (Arnon, 1949; Ritchie, 2006) .
Chlorophyll may be extracted with methanol instead of acetone. A step-by-step protocol for measurement of chlorophyll a concentration in cyanobacteria is described
by Zavřel et al. (2015) . 
Data analysis
The percentage of chlorophyll in suspension is calculated from the amount of chlorophyll in the planktonic and biofilm fractions. These values are calculated based on measured chlorophyll absorbances, sample volumes, and dilution factors, as described below. An example calculation is provided in Table 1. www.bio-protocol.org/e2406 2. The sponge plug is punched using an awl.
3. For bubbling of a small number of cultures, a mini aquarium pump (e.g., JBL ProAir a50, Art.
No. 6054600) may be used instead of a compressor. As an alternative to mixing air and CO2 one may purchase 3% CO2 cylinders. h. Cool to ~50-55 °C, dilute 100-fold NaHCO3 and Na2S2O3 stock solutions (at this step antibiotics may be added):
